recent years, the human myeloid plasma membrane glycoprotein CD13has been proved to be identical to AP-N,3) and it is expressed in human myeloid leukemia cell lines4) and malignant mesenchymal tumors.5) Saiki et al.6) and Menrad et al.1] have found aminopeptidase N to play important roles in the invasion of metastatic tumors in vitro. Recently, Ino et al.8) One loopful of spores of strain SL-387 was inoculated into 50 mlof a production medium consisting of glucose 1.0%, soybean meal 3.0%, yeast extract 0.2%, beef extract 0.1%, K2HPO4 0.01%, NaCl 0.3%, CaCO3 crude brownish powder. The powder was loaded on a column of silica gel ( x 50 w/w powder) which had been packed with a solvent mixture of BuOAc-BuOHAcOH-H2O (2:4: 1 : 1), followed by developing with the samesolvent mixture. Theactive eluate wassubjected to column chromatography on a column of MCIgel CHP-20P (Mitsubishi Kasei Co., 3.0 x 20cm) which had been packed with H2O. The active fractions were eluted gradiently with 0~70% MeOH.The eluate fractions containing MR-387 was subjected to Sephadex LH-20 column (2.8 x 90cm) chromatography and then developed with MeOH. The active fractions were dissolved in 22% aq. MeCNcontaining 0.1% trifluoroacetic acid (TFA) and applied to medium pressure liquid chromatography on a packed column ofLobar (Merck Art. 10625, 2.5 x 31 cm, RP-18) and then developed with the same solvent mixture. Thetwo active eluates wereconcentrated under reduced pressure to afford a colorless powder. The powder was further purified by a reversed phase HPLC using a Phenomenex Bondclone 10C18 column (7.6 cd,e,f Assignment could be interchanged. The XH and 13C NMRdata on MR-387A and B are presented in Table 2 . The assignment of proton and carbon signals was determined by the 1H-1H COSY (Fig.  2) , the total shift correlation spectroscopy (TOCSY) and the DEPT. These data supported the presence of the amino acids which were detected by the amino acid analysis. The amino acid sequence of MR-387Awas determined by the FAB-MSfragmentation study and the two-dimensional rotating-frame NOEspectroscopy (ROESY) data (Fig. 2) at -10°C in CD3OH. At the condition of -10°C in CD3OH(pH 3.6), the protons of NH2 (8 8.02ppm, m) and OH (8 6.91ppm, d) ofAHPA and NH (3 8.05ppm, d ) ofVal were detected. However, as the temperature was raised, these peaks gradually disappeared.
As shown in Fig. 2 , NOEs between 2-CH of AHPAand HN of valine, between a-CH of valine and (5-CH2 ofproline, and between a-CH ofproline and <5-CH2 of hydroxyproline were detected, suggesting that the amino acid sequence of MR-387Ais AHPA-Val-ProHyp. The linkage between Pro and Hyp was confirmed to be trans by the presence of NOEbetween a-CH of proline and <5-CH2 of hydroxyproline. The relative configuration of 4-hydroxyproline was deduced by using vicinal^H-1Hcoupling constants and some clues such as 1 :2: 1 triplet (/=7.8Hz) of 2-H and band overlapping of 4-H in TV-protected Hyp as 2,4-/nmsi.13'14) The structure of MR-387A was determined to be (2S,3R)-3-
Furthermore, the structure of MR-387B was confirmed by NMR, FAB-MS fragmentation studies and the chemical synthesis to be
MR-387Aand B are related to probestin isolated from the culture filtrate of Streptomyces azureus.15) The difference is that the second amino acid leucine and the C-terminal proline are replaced by valine and 4-hydroxyproline, respectively for MR-387A. Replacement of leucine in probestin by valine is the only difference between probestin and MR-387B. The compoundswere tested for inhibition of some cell surface ectoenzymes. As shown in Table 3 , MR-387A and B inhibited not only AP-N from porcine kidney microsomes (Sigma, L-0632) but also AP-N of human fibrosarcoma HT1 080 and human myelogenous leukemia K562 cell lines. These compounds also inhibited AP-B of human myelogenous leukemia K562 cell line with IC50 values in the nanomolar range. Fig. 3 showed the comparison of the inhibitory activities of MR-387with some inhibitors of aminopeptidases. MR-387Aand B were competitive with the substrate L-leucine-/?-nitroanilide.. These inhibitors had no antimicrobial activity at 100^g/ml.
